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Materials and Methods
C. tropicalis Strains
88 Two isolates of C. tropicalis (C2F and C2G) were used in all experiments. They were 89 gained from the China Medical Fungi Culture Collection Center and were cultured in 90 SDA medium (2% glucose, 1% peptone, 1.5% agar) overnight at 28°C to obtain yeast 91 cells. The cells were washed twice with phosphate-buffered saline (PBS) and were 92 heat-killed for 30 minutes at 56°C. In all experiments, dead microorganisms were used to 93 avoid the differences in growth conditions between isolates and the changes in the ratio 94 between yeasts and THP-1 macrophage-like cells.
Cell culture and maintenance
96 The human monocyte cell line THP-1 (ATCC TIB-202, Manassas, VA, USA) was grown 97 in RPMI-1640 growth medium (Gibco, Grand Island, NY, USA) supplemented with 10% 98 fetal bovine serum (Gibco), 100 units/mL penicillin and 100 g/mL streptomycin in a 99 humid atmosphere of 5% CO 2 at 37°C. THP-1 cells can be differentiated into 112 The tubes were centrifuged for 22 minutes at 2200 g. The cell interface layer was 113 harvested carefully, and cells were washed twice in PBS and re-suspended in RPMI-1640 114 culture medium supplemented with 10% fetal bovine serum. Cells were counted using 115 hemocytometer, and the concentration was then adjusted to 5 × 10 6 cells/mL.
ELISA
117 Specific commercial ELISA kits (Neobioscience, Shen Zhen, China) were used to 118 measure the amount of TNF-α and IL-6 in the cell-free culture supernatants. The 119 experimental procedure was performed according to the manufacturer's instructions.
120 Samples were always sufficiently diluted to ensure that values fell within the linear range 121 of the assay. All experiments were performed in triplicate. The values were expressed as 122 the means ± standard deviation (SD).
Real-time RT-PCR
124 After the respective treatments, cells were harvested, and total RNA was extracted with 125 TRIzol Regent (Invitrogen, Carlsbad, CA, USA). cDNA was synthesized using the 126 PrimeScript RT Master Mix (TaKaRa, Tokyo, Japan) and 1 μg of total RNA. Real-time 127 PCR was performed using iTaq Universal SYBR Green Supermix (Bio-rad, Hercules, CA, 128 USA) on a 7300 Real-time PCR system (Applied Biosystems, Foster City, CA, USA). 185 began 3 hours after stimulation, and peaked at 6 hours, and fungi induced the cytokine 186 levels in a dose-dependent manner (Table 2) .
187 After 24 hours of incubation, the culture supernatants of THP-1 macrophage-like cells 188 exposed to C. tropicalis (10:1, fungi to cell) were harvested. The concentration of TNF-α 189 and IL-6 was up-regulated by C. tropicalis (Fig 2) , and THP-1 macrophage-like cells 190 could exert an almost similar or stronger effect than PBMCs. We then applied THP-1
191 macrophage-like cells as the main target cells of our study.
192 Activation of the NF-κB, p38 MAPK and ERK1/2 MAPK signaling pathways by C.
tropicalis in THP-1 macrophage-like cells
194 To determine the activation of NF-κB, we measured the level of phosphorylation and 195 degradation of IκB-α in THP-1 macrophage-like cells. Our results showed that significant 196 IκB-α phosphorylation and degradation was detected at 30 minutes and reached a peak 1 197 hour post stimulation (Fig. 3a) . Microorganism ( fungi to cell) None C2F
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